Microorganism
The endophytic fungus MU18 was isolated from leaves of Eryngium foetidum Linn., obtained from Mahidol University, Bangkok, Thailand. The fungus was identified as X. feejeensis based on the DNA sequences of the internal transcribed spacer (ITS) ribosomal RNA region (DNA data bank of Japan (DDBJ) accession number AB569622). A Genbank search for similar ITS sequences confirmed that the fungus was X. feejeensis, with 99% sequence identity. 13 The fungus was deposited as X. feejeensis MU18 at the culture collection of International Center for Biotechnology (ICBiotech; Osaka University, Osaka, Japan).
Fermentation and isolation
All chemicals, media and reagents were purchased from Wako (Osaka, Japan) unless stated otherwise. For seed culture preparation, the mycelia of X. feejeensis MU18 grown on a potato dextrose agar slant was inoculated into 5 ml of medium two (soluble starch 5%, Pharmamedia 2%, oatmeal 0.5%, KH 2 PO 4 0.35%, Na 2 HPO 4 0.25% and (NH 4 ) 2 SO 4 0.6%) in test tubes (Ø12.5 mmÂ 10.5 cm), and incubated for 3 days at 28 1C on a reciprocal shaker at 120 r.p.m. The seed culture (2 ml) was inoculated into 100 ml of medium two in 500-ml baffled flasks and cultivated for 21 days at 28 1C under a static condition.
After cultivation, culture broth (100 mlÂ10 flasks) was mixed with an equal amount of EtOAc and left to stir for 1 h at room temperature. Mycelia were removed by filtration with Miracloth (Calbiochem, La Jolla, CA, USA), and the EtOAc layer was recovered from a separation funnel, dried over anhydrous Na 2 SO 4 and evaporated to afford a crude extract (brown gum, 650 mg). The 60% MeOH fractions containing compound 1 were combined and evaporated (50 mg from two repeats). The compound 1 was further purified by preparative reversed-phase C 18 HPLC (PU-1570; Jasco, equipped with a UVIDEC-100-V detector) using a CAPCELL PAK C 18 column (UG80S5; Shiseido, Tokyo, Japan) with a shallow MeOH gradient in 0.1% TFA (a 60-75% MeOH gradient over a period of 20 min) to yield 10 mg of pure compound 1.
Antimicrobial assay
The minimum inhibitory concentration of xylaropyrone (1) Figure S2) .
Three partial structures of 1, namely, a hydroxymethyl group, a methylpentyl group and a 2,5-disubstituted g-pyrone, were deduced by comprehensive interpretation of its 1 H, 13 C NMR, COSY, heteronuclear single quantum correlation (HSQC) and HMBC spectra and other spectroscopic data (Figure 1 ). The observed carbon signals at d 113.4, 126.8, 152.3, 171.4 and 180.4 in the 13 C NMR spectrum suggested the presence of a g-pyrone moiety. 15 This was further supported by the maximum UV absorption at 252 nm and strong absorption band at 1660 cm À1 in the IR spectrum. 15 The Xylaropyrone, from Xylaria feejeensis MU18 R Siriwach et al
To the best of our knowledge, xylaropyrone, which consists of a g-pyrone moiety, a hydroxymethyl group and a methylpentyl group, is a novel compound that has not previously been identified in natural resources or derived from chemical synthesis.
Xylaropyrone (1) Table 1 .
As no antimicrobial data is available on a g-pyrone compound possessing two side chains, especially to evaluate the effect of two side chains on a g-pyrone on biological activities, the antimicrobial activities against typical prokaryotes and eukaryotes were measured using kojic acid as a reference. Xylaropyrone showed moderate activity against S. cerevisiae (minimum inhibitory concentration¼32 mg ml À1 ), whereas kojic acid did not show any inhibition even at a concentration of 128 mg ml À1 . Neither xylaropyrone nor kojic acid showed any inhibitory activity against E. coli, P. aeruginosa, S. aureus or E. faecalis when used at a concentration of 512 mg ml À1 , or against A. niger, R. oryzae or C. candidum when administered at 128 mg ml À1 .
